While classifying some strains of hemolytic streptococci isolated .during 1967 to 1974 from the lymph nodes of slaughtered swine, we repeatedly encountered isolates that did not belong either in the "classical" serological groups A t o U or the more recently described groups R, S, T (2), and U (3, 14, 15). Since the physiological and biochemical characters of these strains also did not correspond to those of the "groupable" hemolytic streptococci, the strains were subjected to a closer immunological study, which confirmed their distinction.
In May 1973, the representative strains and homologous antisera were submitted to the Taxonomic Subcommittee on Streptococci and Pneumococci of the International Committee on Systematic Bacteriology (IAMS) for consideration and recommendation of any further procedure necessary for deciding whether the candidate strains belonged to a new serological grOUP.
The group "V" strains no. 169 and 176 and the homologous antisera were reexamined in the laboratories of W. R. Maxted (London), R. R. Facklam (Atlanta, Ga.) , and E. Thal (Stockholm). The antiserum was considered specific since it did not cross-react with any of the group A to U reference antigens. No reactivity was found between the candidate strains and reference grouping sera. Positive precipitation was found in the homologous system only. The serological difference of the strains was confirmed.
MATERIALS AND METHODS
Bacterial strains. "Ungroupable" beta hemoly tic Streptococcus strains no. 169 and 176 were isolated in February 1968; strain no. 100552 was isolated in January 1974 from hemorrhagic swine lymph nodes. Group identification was performed with the reference Streptococcus group A to U strains maintained at the Czechoslovak National Collection of Type Cultures ( Table 1) .
Serological grouping. Serological grouping was performed by the precipitation reaction in capillary tubes and in the ring-test arrangement. Extracts were prepared by the method of Lancefield (7) and Fuller (5). Rabbit hyperimmune grouping sera A to U were prepared with heat-killed whole streptococcus cells (13), using the reference group strains listed in Table  1 , at the WHO International Center for Streptococcus Typing, Prague, Czechoslovakia.
Susceptibility of the group antigen to enzymes. Samples (0.3 ml) of extracts (acid-heat) were treated with trypsin and pepsin, using the technique previously described by Wilkinson (1 6).
Absorption experiments. A mixture of 3 volumes of serum and 1 volume of packed heat-killed cells was incubated at 37 C in a water bath for 30 min, using the strains listed in Table 1 Biochemical and physiological characters. The following tests and reactions were performed with a positive reaction: growth in methyleneblue milk; growth in 4.0% and 2.0% NaCl broth; production of ammonia from arginine; production of acid from trehalose, lactose, glucose, sucrose, sorbitol, mannitol, and salicin.
The following tests and reactions resulted in a negative reaction: production of catalase; growth on 40% and 10% bile, at 10 C and 45 C; growth in pH 9.6 broth; resistance to 60 C for 30 min and to 0.04% tellurite; reduction of 0.1 % tetrazolium; hydrolysis of starch and hippurate; production of acid from esculin, arabinose, inulin, melezitose, melibiose, dulcitol, and glycerol; and production of polysaccharide from sucrose brnth.
The following tests and reactions had variable results: growth in 6.5% NaCl; acid from raffinose.
Thus, some biochemical and physiological characters of strains no. 169, 176, and 100552 differentiate them from other hemolytic streptococcus groups and species (4, 6, 12; G. Colman, Ph.D. thesis). The isolates most closely resemble group E, P, and U strains. The following characters could be of some differential diagnostic value: positive growth in 4% NaCl broth, negative esculin fermentation, and negative hippurate hydrolysis.
Antigenic studies and immunization experiments. Group extracts of strains no. 169, 176, and 100552 were repeatedly tested against group A to U diagnostic antisera. Positive precipitation reaction was not obtained, nor did we find a group-specific substance compatible with groups A to U.
In addition, the above-mentioned extracts were tested against groups B and F typing antisera (8-1 1 , 16); no cross-reactivity was found.
Heat-killed whole cells of Streptococcus strains no. 169, 176, and 100552 produced homologous antibodies in rabbits. The antigenantibody systems of strains no. 169, 176, and 100552 precipitated crosswise (Fig. 1 ). Antisera to strains no. 169, 176, and 100552 gave no positive precipitation reaction with any of the reference strains of groups A t o U.
The antigenic component responsible for the homologous group reaction was not destroyed by proteolytic digestion with trypsin or pepsin. The respective antigens were also prepared by the formamide method. Therefore, we presume the antigens t o be polysaccharide in nature.
Absorption experiments. The evidence for distinction of the system of antigens and antibodies of strains no. 169, 176, and 100552 from the systems of antigens and corresponding group-specific antibodies of all the known serological groups was corroborated by crossabsorption experiments, performed as follows. Small volumes of anti-169, anti-176, and anti-I 00552 sera were absorbed with heat-killed packed group A to U streptococci and the homologous immunization strains no. 169, 176, and 100552. Antibodies t o strains no. 169, 176, and 100552 were not absorbed by any of the reference grouping strains. Absorption by the homologous strains, on the other hand, removed the precipitating antibodies quantitatively (Fig. 2) On the basis of the evidence presented here, we regard strains 169, 176, and 100552 as belonging to a new serological group of hemoly tic streptococci, for which we propose the designation "V."
